The biological effects of cannabinoids, the major constituents of the ancient medicinal plant Cannabis sativa (marijuana) are mediated by two members of the G-protein coupled receptor family, cannabinoid receptors 1 (CB1R) and 2. The CB1R is the prominent subtype in the central nervous system (CNS) and has drawn great attention as a potential therapeutic avenue in several pathological conditions, including neuropsychological disorders and neurodegenerative diseases. Furthermore, cannabinoids also modulate signal transduction pathways and exert profound effects at peripheral sites. Although cannabinoids have therapeutic potential, their psychoactive effects have largely limited their use in clinical practice. In this review, we briefly summarized our knowledge of cannabinoids and the endocannabinoid system, focusing on the CB1R and the CNS, with emphasis on recent breakthroughs in the field. We aim to define several potential roles of cannabinoid receptors in the modulation of signaling pathways and in association with several pathophysiological conditions. We believe that the therapeutic significance of cannabinoids is masked by the adverse effects and here alternative strategies are discussed to take therapeutic advantage of cannabinoids.
Introduction
The plant Cannabis sativa, better known as marijuana, has long been used for medical purpose throughout human history. The first record can be traced back to ancient China around 5000 years ago, where extracts of the plant were used for relief of cramps and pain [1] . The widely-documented uses of marijuana include anti-nociception, anti-inflammation, anticonvulsant, anti-emetic, as well as recreational use, which has largely limited its medical application [1, 2] . Not until half a century ago, the first light was shed on the myth of the versatility of marijuana by the discovery of ∆ 9 -tetrahydrocannabinol (THC), the main psychoactive component of approximately 70 phytocannabinoids identified in the plant [3, 4] . This milestone discovery led to the generation of a variety of synthetic cannabinoids with similar or distinct structures to phytocannabinoids, which finally led to the identification and successful cloning of the cannabinoid receptor 1 (CB1R) [5] [6] [7] . Not long after that, another cannabinoid receptor (CBR) was identified and cloned, later termed as the cannabinoid receptor 2 (CB2R) [8] . Despite only CB1R and CB2R are widely-acknowledged as CBRs, several other receptors, ranging from other G protein-coupled receptors (GPCRs) to ion channel and nuclear receptors, have been reported to interact with cannabinoids [9, 10] . Meanwhile, N-arachidonoyl-ethanolamine (AEA; anandamide) and 2-arachidonoylglycerol (2-AG) have been discovered to serve as endogenous agonists of CBRs, namely endocannabinoids [11] [12] [13] . These two compounds are the first to be identified and remain the best-studied endocannabinoids, which are both derivatives of arachidonic acid [3] . In recent years, much attention has been drawn to
Endocannabinoid-Mediated Signaling
The basal level of 2-AG is approximately 1000 times higher than AEA in the brain. Through pharmacological manipulations, altered metabolism of 2-AG, but not AEA, exerts remarkable effects in endocannabinoid-mediated retrograde signaling ( Figure 1 ). Given these facts, it is proposed that 2-AG is the primary endogenous ligand for CBRs in the central nervous system (CNS) [32, 34, 35] . However, AEA has been shown to activate TRPV1, inhibit L-type Ca 2+ channels independently, as well as negatively regulate 2-AG biosynthesis and physiological effects in striatum, underscoring its essential role in the regulation of synaptic transmission [39] .
The first conclusive evidence supporting retrograde endocannabinoid signaling came from the observation of depolarization-induced suppression of inhibition (DSI)/excitation (DSE) [9, 33, 40] . Later, it was discovered that the endocannabinoid system is involved not only in short-term depression, but also in long-term depression (LTD) at both excitatory and inhibitory synapses [9, 33] . Since then, the endocannabinoid system has become the most-studied retrograde signaling system in the brain.
In most cases, endocannabinoid-mediated retrograde signaling starts with the production of 2-AG, in response to increased intracellular Ca 2+ concentration and/or activated G q/11 -coupled receptors [9, 33, 40 ]. 2-AG is then released into and traverses the extracellular space, via a mechanism not yet fully elucidated, and arrives at the presynaptic terminal where it binds to the CB1R. Activated CB1R suppresses the release of neurotransmitter in two ways: first, by inhibiting voltage-gated Ca 2+ channels, which reduce presynaptic Ca 2+ influx; second, by inhibiting adenylyl cyclase (AC) and the subsequent cAMP/PKA pathway, which is involved in LTD [9, 33, 40] . The termination of signaling requires the degradation of 2-AG by MAGL, which is expressed in selective synaptic terminals and glial cells [9, 33, 35] .
AEA has been shown to contribute to endocannabinoid-mediated synaptic transmission in several ways. AEA is a full agonist of TRPV1, which is purported to participate in endocannabinoid signaling [32] . AEA-mediated LTD (likely via a TRPV1-dependent mechanism) has been reported in several studies [41] [42] [43] [44] [45] . The differential recruitment of 2-AG and AEA by various types of presynaptic activity has been described in the extended amygdala [42] . AEA negatively regulates 2-AG metabolism, the effect of which can be mimicked by the activation of TRPV1 [39] . There is also evidence supporting Figure 1 . Simplified scheme representing endocannabinoid retrograde signaling mediated synaptic transmission. Endocannabinoids are produced from postsynaptic terminals upon neuronal activation. As the two major endocannabinoids shown in the scheme, 2-arachidonolglycerol (2-AG) is biosynthesized from diacylglycerol (DAG) by diacylglycerol lipase-α (DAGLα), and anandamide (AEA) is synthesized from N-acyl-phosphatidylethanolamine (NAPE) by NAPE-specific phospholipase D (NAPE-PLD). As lipids, endocannabinoids, mainly 2-AG, readily cross the membrane and travel in a retrograde fashion to activate CB1Rs located in the presynaptic terminals. Activated CB1Rs will then inhibit neurotransmitter (NT) release through the suppression of calcium influx. 2-AG is also able to activate CB1Rs located in astrocytes, leading to the release of glutamate. Extra 2-AG in the synaptic cleft is taken up into the presynaptic terminals, via a yet unclear mechanism, and degraded to arachidonic acid (AA) and glycerol by monoacylglycerol lipase (MAGL). On the other hand, AEA, synthesized in postsynaptic terminal, activates intracellular CB1R and other non-CBR targets, such as the transient receptor potential cation channel subfamily V member 1 (TRPV1). Although endocannabinoid retrograde signaling is mainly mediated by 2-AG, AEA can activate presynaptic CB1Rs as well. Fatty acid amide hydrolase (FAAH) is primarily found in postsynaptic terminals and is responsible for degrading AEA to AA and ethanolamine (EtNH2). Although NAPE-PLD is expressed in presynaptic terminals in several brain regions, it is not clear yet whether AEA is responsible for anterograde signaling in the endocannabinoid system. Note that alternative routes exist for the metabolism of endocannabinoids, depending on the brain region and physiological conditions. Thin arrows indicate enzymatic process; thick arrows indicate translocation; blunted arrow indicates inhibition.
Endocannabinoids are prominently involved in the suppression of synaptic transmission through multiple mechanisms, independent of synaptic nature or transmission duration [9, 33] . CB1R-dependent self-inhibition in postsynaptic neurons has been observed in a subpopulation of neocortical interneurons and pyramidal neurons, as well as in hippocampal CA1 neurons [47] [48] [49] [50] . Accumulated evidence supports endocannabinoid-mediated communication between neurons and microglia [51] [52] [53] . Previous studies have shown that microglial cells and astrocytes are able to Figure 1 . Simplified scheme representing endocannabinoid retrograde signaling mediated synaptic transmission. Endocannabinoids are produced from postsynaptic terminals upon neuronal activation. As the two major endocannabinoids shown in the scheme, 2-arachidonolglycerol (2-AG) is biosynthesized from diacylglycerol (DAG) by diacylglycerol lipase-α (DAGLα), and anandamide (AEA) is synthesized from N-acyl-phosphatidylethanolamine (NAPE) by NAPE-specific phospholipase D (NAPE-PLD). As lipids, endocannabinoids, mainly 2-AG, readily cross the membrane and travel in a retrograde fashion to activate CB1Rs located in the presynaptic terminals. Activated CB1Rs will then inhibit neurotransmitter (NT) release through the suppression of calcium influx. 2-AG is also able to activate CB1Rs located in astrocytes, leading to the release of glutamate. Extra 2-AG in the synaptic cleft is taken up into the presynaptic terminals, via a yet unclear mechanism, and degraded to arachidonic acid (AA) and glycerol by monoacylglycerol lipase (MAGL). On the other hand, AEA, synthesized in postsynaptic terminal, activates intracellular CB1R and other non-CBR targets, such as the transient receptor potential cation channel subfamily V member 1 (TRPV1). Although endocannabinoid retrograde signaling is mainly mediated by 2-AG, AEA can activate presynaptic CB1Rs as well. Fatty acid amide hydrolase (FAAH) is primarily found in postsynaptic terminals and is responsible for degrading AEA to AA and ethanolamine (EtNH 2 ). Although NAPE-PLD is expressed in presynaptic terminals in several brain regions, it is not clear yet whether AEA is responsible for anterograde signaling in the endocannabinoid system. Note that alternative routes exist for the metabolism of endocannabinoids, depending on the brain region and physiological conditions. Thin arrows indicate enzymatic process; thick arrows indicate translocation; blunted arrow indicates inhibition.
Endocannabinoids are prominently involved in the suppression of synaptic transmission through multiple mechanisms, independent of synaptic nature or transmission duration [9, 33] . CB1R-dependent self-inhibition in postsynaptic neurons has been observed in a subpopulation of neocortical interneurons and pyramidal neurons, as well as in hippocampal CA1 neurons [47] [48] [49] [50] . Accumulated evidence supports endocannabinoid-mediated communication between neurons and microglia [51] [52] [53] . Previous studies have shown that microglial cells and astrocytes are able to produce their own 2-AG or AEA, although it is not clear yet whether these endocannabinoids are involved in the modulation of synaptic transmission [54] .
In contrast, although studies have shown the presence of CB2R in the brain, the role of CB2R in endocannabinoid-mediated synaptic transmission is still largely elusive [55] [56] [57] . A recent study has reported that in medial prefrontal cortical pyramidal neurons, intracellular CB2R reduces neuronal firing through the opening of Ca 2+ -activated chloride channels, suggesting its involvement in the regulation of neuronal activity [58] .
Distribution of Cannabinoid Receptors
CB1R was first discovered in the brain. Later, by using autoradiography, in situ hybridization, and immunohistochemistry, CB1R was proven to be the most widely-expressed receptor protein from the GPCR family in the brain [9, 59] . The brain regions with highest levels of CB1R expression include olfactory bulb, hippocampus, basal ganglia, and cerebellum [59] . Moderate CB1R expression is found in the cerebral cortex, septum, amygdala, hypothalamus, and parts of the brainstem and the dorsal horn of spinal cord [59] . Whereas regions like the thalamus and the ventral horn of spinal cord have low CB1R expression [59] . Several previous studies have suggested a highly concentrated expression of CB1R on presynaptic terminals, where it mediates retrograde signaling of endocannabinoids [60, 61] . However, this does not preclude the existence of CB1Rs at postsynaptic sites, as functional studies demonstrate self-inhibition in neocortical neurons by endocannabinoids [33, 47, 49, 62] . In addition to neurons, the CB1R is expressed, although to a much lower extent, in astrocytes, oligodendrocytes and microglia, where it has been shown to mediate synaptic transmission [33, 54] .
The CB1R is also abundantly expressed in the peripheral nervous system (PNS) as well as in the peripheral tissues in a region-specific manner [59, [63] [64] [65] (Figure 2 ). In PNS, the CB1R is mostly expressed in sympathetic nerve terminals [64] . Also, the CB1R is observed in trigeminal ganglion, dorsal root ganglion, and dermic nerve endings of primary sensory neurons, where it regulates nociception from afferent nerve fibers [65] [66] [67] . In the gastrointestinal (GI) tract, the CB1R is enriched in both the enteric nervous system and in non-neuronal cells in the intestinal mucosa, including enteroendocrine cells, immune cells, and enterocytes [68] . Through neuronal and non-neuronal routes, the CB1R modulates the mobility of GI tract, the secretion of gastric acids, fluids, neurotransmitter and hormones, as well as the permeability of the intestinal epithelium [68] . Therefore, CB1R could control appetite from the hypothalamus in the CNS and regulate the energy balance and food intake from the GI tract as well. Intriguingly, hepatic CB1R also participates in the regulation of energy balance and metabolism, but in an unusual way. Normally, the expression of CB1R in the liver is very low [69] . However, under pathological conditions, the expression of CB1R in several types of hepatic cells is remarkably increased, where the CB1R actively contributes to hepatic insulin resistance, fibrosis, and lipogenesis [63] . Similarly, the CB1R is upregulated in the cardiovascular system under pathological conditions, which in turn, promotes disease progression and cardiac dysfunction [70] . Oxidative stress, inflammation and fibrosis have been observed as a result of CB1R activation in cardiomyocytes, vascular endothelial cells, and smooth muscle cells [70] . In addition to the aforementioned tissues, the expression of the CB1R has also been reported in adipose tissue, skeletal muscle, bone, skin, eye, reproductive system, and several types of cancer cells [63] . Like many other GPCRs, the CB1R is primarily localized in the cell membrane. However, besides the well-known plasma membrane localized CB1R, which is the typical distributional pattern of GPCRs, considerable observations have reported predominant intracellular localization of CB1Rs in diverse types of cells, including transfected non-neuronal cells, undifferentiated neuronal cells, and cultured hippocampal neurons [71] . Follow-up studies discovered that CB1Rs localized in intracellular compartments presumably consist of several distinct subpopulations ( Figure 3 ). One proportion of intracellular CB1Rs comes from the continuous internalization of plasma membranelocalized CB1R [72] . Aside from the constitutive and agonist-induced internalized CB1R, accumulated evidence suggests a distinct pool of intracellularly localized CB1R, with differential functionalities from their plasma membrane-localized counterparts. These intracellular CB1Rs are in acid-filled endo/lysosomes, and do not contribute to the subpopulation expressed at the cell surface [73, 74] . Moreover, the endo/lysosome-located CB1Rs increase the release of calcium from the endoplasmic reticulum and lysosomes upon activation by intracellular agonist administration [75] . Another subpopulation of CB1Rs, as suggested by several lines of evidence, is expressed in mitochondria. Previous studies have reported the effect of THC on mitochondria-associated enzymatic activity, which was attributed to the non-specific membrane disruption of lipophilic cannabinoids at that time [76] . However, recent studies have challenged this concept by demonstrating the presence of mitochondrial CB1R and its direct involvement in cellular respiration and DSI in hippocampal neurons [77] . Although there are discrepancies in the amplitude of the CB1R agonist-induced decreases in mitochondrial respiration, the existence and functionality of mitochondrial CB1Rs are undeniable [78] [79] [80] . Moreover, the role of mitochondrial CB1R was further expanded by several recent observations suggesting its association with cannabinoid-induced feeding behavior in hypothalamic proopiomelanocortin (POMC) neurons, memory impairment in hippocampus, and neuroprotection after cerebral ischemia/reperfusion injury [81] [82] [83] . These lines of evidence highlight the direct association between mitochondrial CB1R and proper functioning of mitochondria, which has been suggested to participate in many pathological conditions [84, 85] . Like many other GPCRs, the CB1R is primarily localized in the cell membrane. However, besides the well-known plasma membrane localized CB1R, which is the typical distributional pattern of GPCRs, considerable observations have reported predominant intracellular localization of CB1Rs in diverse types of cells, including transfected non-neuronal cells, undifferentiated neuronal cells, and cultured hippocampal neurons [71] . Follow-up studies discovered that CB1Rs localized in intracellular compartments presumably consist of several distinct subpopulations (Figure 3 ). One proportion of intracellular CB1Rs comes from the continuous internalization of plasma membrane-localized CB1R [72] . Aside from the constitutive and agonist-induced internalized CB1R, accumulated evidence suggests a distinct pool of intracellularly localized CB1R, with differential functionalities from their plasma membrane-localized counterparts. These intracellular CB1Rs are in acid-filled endo/lysosomes, and do not contribute to the subpopulation expressed at the cell surface [73, 74] . Moreover, the endo/lysosome-located CB1Rs increase the release of calcium from the endoplasmic reticulum and lysosomes upon activation by intracellular agonist administration [75] . Another subpopulation of CB1Rs, as suggested by several lines of evidence, is expressed in mitochondria. Previous studies have reported the effect of THC on mitochondria-associated enzymatic activity, which was attributed to the non-specific membrane disruption of lipophilic cannabinoids at that time [76] . However, recent studies have challenged this concept by demonstrating the presence of mitochondrial CB1R and its direct involvement in cellular respiration and DSI in hippocampal neurons [77] . Although there are discrepancies in the amplitude of the CB1R agonist-induced decreases in mitochondrial respiration, the existence and functionality of mitochondrial CB1Rs are undeniable [78] [79] [80] . Moreover, the role of mitochondrial CB1R was further expanded by several recent observations suggesting its association with cannabinoid-induced feeding behavior in hypothalamic proopiomelanocortin (POMC) neurons, memory impairment in hippocampus, and neuroprotection after cerebral ischemia/reperfusion injury [81] [82] [83] . These lines of evidence highlight the direct association between mitochondrial CB1R and proper functioning of mitochondria, which has been suggested to participate in many pathological Therefore, the role of mitochondrial CB1R may not be limited to the previously discovered roles and is worth further exploration. [75, 77, 86] . Figure 3 . Subcellular localization of the CB1R. Typically, the CB1R is located at cell surface and inhibits cyclic adenosine monophosphate (cAMP) formation and calcium influx upon activation. Constitutive and ligand-induced internalized CB1Rs mediate signaling pathways through β-arrestin. Intracellular-localized CB1Rs do not translocate to plasma membrane. Instead, they form a subpopulation with pharmacological properties distinct from their plasma membrane-localized counterparts. CB1Rs located on lysosomes can increase intracellular calcium concentrations through the release of internal calcium stores, and increase the permeability of lysosomes. Mitochondrial CB1Rs inhibit mitochondrial cellular respiration and cAMP production, hence regulating cellular energy metabolism.
Three years after the discovery of the CB1R, another CBR, the CB2R, was identified in macrophages in the spleen [8] . Follow-up studies revealed a predominant expression of the CB2R in immune cells and a moderate expression in other peripheral tissues, including the cardiovascular system, GI tract, liver, adipose tissue, bone, and reproductive system [10] . In contrast, the presence of the CB2R was not observed in the CNS, thus it was referred to as "the peripheral CBR" [10] . However, this concept has been challenged recently by several studies demonstrating the expression of the CB2R in the brain, albeit to a much lower extent in comparison to the immune system or the CB1R [57] . Although the expression of the CB2R in the CNS and PNS is comparatively limited, it is undeniable that the CB2R plays an active role in neurological activities, such as nociception, drug addiction and neuroinflammation [55, 56] . Moreover, recent studies discovered the intracellular presence of CB2R in prefrontal cortical pyramidal neurons where it modulates neuronal excitability through the regulation of Ca 2+ -activated Cl − channel [58] . In transfected human bone osteosarcoma epithelial cells, intracellularly located CB2R regulates Ca 2+ in a faster and more potent way in comparison to CB2R expressed at cell surface [87] . Three years after the discovery of the CB1R, another CBR, the CB2R, was identified in macrophages in the spleen [8] . Follow-up studies revealed a predominant expression of the CB2R in immune cells and a moderate expression in other peripheral tissues, including the cardiovascular system, GI tract, liver, adipose tissue, bone, and reproductive system [10] . In contrast, the presence of the CB2R was not observed in the CNS, thus it was referred to as "the peripheral CBR" [10] . However, this concept has been challenged recently by several studies demonstrating the expression of the CB2R in the brain, albeit to a much lower extent in comparison to the immune system or the CB1R [57] . Although the expression of the CB2R in the CNS and PNS is comparatively limited, it is undeniable that the CB2R plays an active role in neurological activities, such as nociception, drug addiction and neuroinflammation [55, 56] . Moreover, recent studies discovered the intracellular presence of CB2R in prefrontal cortical pyramidal neurons where it modulates neuronal excitability through the regulation of Ca 2+ -activated Cl − channel [58] . In transfected human bone osteosarcoma epithelial cells, intracellularly located CB2R regulates Ca 2+ in a faster and more potent way in comparison to CB2R expressed at cell surface [87] .
Cannabinoid Receptor Signaling
Both the CB1R and CB2R are members of the GPCR family and are coupled to pertussis toxin (PTX)-sensitive G i/o protein, suppress AC and the formation of cAMP upon receptor activation [10] . However, the CB1R but not the CB2R has been reported to activate other G proteins in certain circumstances in a cell type-and ligand-dependent manner [88] . The CB1R is able to stimulate specific AC isoforms via Gβγ subunits [89] . Also, the CB1R stimulates cAMP via coupling to G s when the dopamine receptor 2 (D2R) is activated simultaneously in cultured striatal neurons, and when G i is blocked by PTX in transfected CHO-K1 cells, and in response to a relatively high concentration of WIN 55, 212-2 (WIN) in rat globus pallidus slices [90] [91] [92] . However, the same concentration of WIN but not other CB1R agonists, increases intracellular Ca 2+ concentration via G q/11 protein in transfected HEK-293 cells and cultured hippocampal neurons with endogenous receptor expression [93] . Moreover, in mice hippocampal slices, CB1R expressed in astrocytes is coupled to G q/11 , increases intracellular Ca 2+ concentrations and triggers astrocytic release of glutamate that stimulates N-methyl-D-aspartate receptor (NMDAR) on pyramidal neurons, indirectly involved in synaptic transmission [53] .
Moreover, the CB1R modulates the activity of several types of ion channels [88, 94] . CB1Rs have been reported to inhibit N-type Ca 2+ channel in neuroblastoma cell lines, in cultured rat primary hippocampal neurons, and in mice cerebellar slices [95] [96] [97] [98] . It has long been suggested, but proved only recently, that the CB1R regulates Ca 2+ influx to inhibit γ-aminobutyric acid (GABA) release in mouse hippocampal slices via modulation of the activity of presynaptic N-type Ca 2+ channel [99] . Other types of Ca 2+ channels, including P/Q-type, and R-type Ca 2+ channels, have been shown to be negatively regulated by CB1R in various systems [95, 96, 100, 101] . On the other hand, the CB1R regulates the activity of G-protein-coupled inwardly rectifying K + channels (GIRKs) as well [101] [102] [103] . The CB1R activates GIRK in transfected AtT-20 cells, mouse nucleus accumbens slices, and rat sympathetic neurons injected with CB1R complementary deoxyribonucleic acid (cDNA) [101] [102] [103] .
Previous studies have shown that in a system expressing the receptor endogenously or heterogeneously, stimulation of CB1R leads to the activation of mitogen-activated protein kinase (MAPK) signaling pathways, including extracellular signal-regulated kinase 1/2 (ERK1/2), c-Jun N-terminal kinase (JNK), and p38, that are involved in the regulation of cell proliferation, cell cycle control and cell death [88, 94, 104] . Generally, CB1R regulates MAPK signaling in a cell typeand ligand-specific fashion [88, 94, 104] . For instance, CB1R-induced ERK1/2 activation can be mediated by G protein, β-arrestin, or phosphatidylinositol-3-kinases (PI3K), heavily dependent on the microenvironment and stimulus type [105] [106] [107] . Similarly, activation of p38 has been observed upon stimulation of CB1R in human vascular endothelial cells, transfected CHO-K1 cells, and rat/mouse hippocampal slices [108] [109] [110] . JNK activation has been shown in transfected CHO-K1 cells, where G proteins, PI3K and Ras were involved in the transduction [109] . Moreover, JNK activation was also observed in Neuro2A cells with endogenous expression of CB1R, and may be related to CB1R-mediated neurite outgrowth [111] .
In addition to the typical G protein-dependent signaling seen with all GPCRs, the CB1R is able to signal in a G protein-independent manner through association with other molecules such as β-arrestin [104] . β-arrestin is a key mediator of GPCR desensitization. Following receptor phosphorylation by GRK, β-arrestin binds to the receptor and initiates the internalization process, during which β-arrestin could mediate signaling pathways [112] . Desensitization of the CB1R has been shown to be β-arrestin 2-dependent in various systems [113, 114] . It has been reported in transfected HEK-293 cells that β-arrestin 2-mediated desensitization but not internalization of CB1R determines the time course of ERK1/2 phosphorylation upon CB1R activation [115] . Furthermore, follow-up studies revealed a positive correlation between the extent of β-arrestin-mediated signaling and the duration of CB1R interaction with β-arrestin at the cell surface in a ligand-specific manner [106] . Studies using β-arrestin 2 knockout mice have suggested a critical role of β-arrestin 2 in the regulation of CB1R activity [116, 117] . The β-arrestin 2 knockout mice displayed a comparable expression level of CB1R yet an increased sensitivity to THC, featuring enhanced antinociception and decreased tolerance [116, 117] . A recent study suggested a role of β-arrestin 1 in the phosphorylation of ERK1/2, MAPK kinase 1/2 and the proto-oncogene tyrosine-protein kinase Src in response to a CB1R allosteric modulator ORG27569, underscoring a signaling mechanism that is largely dependent on stimulus [118] .
The PI3K/Akt pathway is another key regulator of cell growth and death aside of MAPK signaling. In rat primary cultured astrocytes, human astrocyte cell line, and transfected CHO-K1 cells, the CB1R has been shown to activate the PI3K/Akt pathway, which is responsible for the CB1R-induced protective effects on cell survival [105, 111, 119] . In rat oligodendrocyte progenitors, the CB1R promotes cell survival against nutrient deprivation and modulate cell differentiation via the PI3K/Akt pathway [120, 121] . Similarly, in rat cortical cultured neurons, a CB1R selective agonist, HU-210, exerts neuroprotective effects against the neurotoxin (S)-α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid through activation of the PI3K/Akt pathway but not MAPK pathways [122] . A previous study in mice demonstrated that acute administration of THC activated the PI3K/Akt pathway, but not ERK1/2 in several brain regions [123] . A recent study in huntingtin knock-in striatal neuronal cells showed that CB1R protected neurons against excitotoxicity via PI3K/Akt signaling-mediated increase in brain-derived neurotrophic factor (BDNF) expression [124] . In addition, CB1R-mediated PI3K/Akt activation has also been shown to modulate oocyte maturation and embryonic development [125] (Figure 4) . of ERK1/2, MAPK kinase 1/2 and the proto-oncogene tyrosine-protein kinase Src in response to a CB1R allosteric modulator ORG27569, underscoring a signaling mechanism that is largely dependent on stimulus [118] . The PI3K/Akt pathway is another key regulator of cell growth and death aside of MAPK signaling. In rat primary cultured astrocytes, human astrocyte cell line, and transfected CHO-K1 cells, the CB1R has been shown to activate the PI3K/Akt pathway, which is responsible for the CB1R-induced protective effects on cell survival [105, 111, 119] . In rat oligodendrocyte progenitors, the CB1R promotes cell survival against nutrient deprivation and modulate cell differentiation via the PI3K/Akt pathway [120, 121] . Similarly, in rat cortical cultured neurons, a CB1R selective agonist, HU-210, exerts neuroprotective effects against the neurotoxin (S)-α-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid through activation of the PI3K/Akt pathway but not MAPK pathways [122] . A previous study in mice demonstrated that acute administration of THC activated the PI3K/Akt pathway, but not ERK1/2 in several brain regions [123] . A recent study in huntingtin knock-in striatal neuronal cells showed that CB1R protected neurons against excitotoxicity via PI3K/Akt signalingmediated increase in brain-derived neurotrophic factor (BDNF) expression [124] . In addition, CB1R-mediated PI3K/Akt activation has also been shown to modulate oocyte maturation and embryonic development [125] (Figure 4) . 
Physiological and Pathological Roles of the CB1R
Given the widespread distribution of CB1Rs in the human body, it is reasonable for one to speculate a broad spectrum of physiological roles of the CB1R [3, 9, 63, 126] . Indeed, the CB1R and the endocannabinoid system are largely involved in various aspects of central neural activities and disorders, including appetite, learning and memory, anxiety, depression, schizophrenia, stroke, multiple sclerosis, neurodegeneration, epilepsy, and addiction [3, 9, 126, 127] . The CB1R is also involved in physiological and pathological conditions in the PNS and peripheral tissues, including pain, energy metabolism, cardiovascular and reproductive functions, inflammation, glaucoma, cancer, and liver and musculoskeletal disorders [63] . The expression of CB1R remarkably fluctuates in many pathological conditions, underscoring its critical role in a wide spectrum of biological activities [69] . Interestingly, in some cases, both positive and negative alterations in CB1R expression and functionality have been reported [69] . Moreover, the administration of CB1R agonists exert biphasic effects in several conditions [128] . On the other hand, the widespread presence of the CB1R limits the therapeutic application of CB1R ligands due to various side effects. These facts underscore the significance of understanding and manipulating the endocannabinoid system in a condition-specific manner.
CB1R has been found to inhibit GABA and glutamate release from presynaptic terminals, which confers the CB1R with the ability to modulate neurotransmission [60, 129] . This has been proposed as a plausible underlying mechanism of CB1R-mediated neuroprotection against excitotoxicity, a prominent pathological process of many neurological disorders, including epilepsy and neurodegenerative diseases [34, 130, 131] . To date, numerous studies have shown that the CB1R plays a neuroprotective role against excitotoxicity induced by various stimuli [131] [132] [133] [134] . It has been demonstrated recently that in mouse brain, the neuroprotective effect exerted by CB1R against excitotoxicity is restricted to the CB1R population located on glutamatergic terminals [130] . In addition to the prominent inhibitory effects on Ca 2+ influx and glutamate release, CB1R-mediated neuroprotection also involves inhibition of nitric oxide (NO) production, reduction of zinc mobilization, and increase of BDNF expression [134] [135] [136] . Recent studies have implicated a direct physical interaction between CB1Rs and NMDARs in the presence of histidine triad nucleotide-binding protein 1, which allows CB1Rs to negatively regulate NMDAR activity and protects neural cells from excitotoxicity [136, 137] .
Specifically, altered expression of the CB1R and other elements of the endocannabinoid system have been observed in various neurodegenerative diseases, such as Alzheimer's disease (AD), Parkinson's disease (PD) and Huntington's disease (HD) [3] . The upregulation of the CB1R and endocannabinoid system activity has been observed in the basal ganglia of experimental models of PD, which could be a mechanism to compensate the degenerated dopaminergic neurons of the substantia nigra, or a pathological process that contributes to the worsening of the disease [138] . Interestingly, decreased endocannabinoid system activity has also been reported in PD models [128] . Moreover, both the FAAH inhibitors and CB1R antagonists have been shown to alleviate the motor symptoms in PD models [128] . Similarly, although changes of CB1R expression in AD patients or animal models are still controversial, the activation of the CB1R has been shown to prevent amyloid β-induced neurotoxicity in several cell models [139] [140] [141] [142] [143] [144] . In addition, the activation of the CB1R has been reported to be beneficial in AD animal models with memory deficits and cognitive disorders [145] [146] [147] . On the other hand, studies have emphasized the beneficial potentials of the CB1R in HD pathogenesis. In 1993, decreased expression of the CB1R was first reported in the substantia nigra of HD patients via autoradiography [148] . Further studies revealed a progressive loss of CB1Rs as an early sign of HD, which occurred before the onset of actual neurodegeneration, and hastened the worsening of HD [149] . This observation was confirmed at the mRNA level as well as with CB1R immunoreactivity in several transgenic HD mouse models (reviewed in [3] ). A recent study described downregulation of the CB1R not only in medium spiny projection neurons (MSNs) but also in a subpopulation of interneurons that are selectively preserved in both transgenic HD mice and HD patients [150] . Delayed loss of CB1Rs in HD transgenic mice R6/1 was seen in enriched environment, accompanied by delayed onset of motor disorders and disease progression [151] . Moreover, in HD transgenic mice R6/2, CB1R knockout leads to the worsening of motor performances, increased susceptibility to 3-nitropropionic acid, and exacerbated striatal atrophy and Huntingtin (Htt) aggregates [133, 152] . Selective increase in CB1R expression in MSNs improves the survival of excitatory projection neurons, but does not promote the motor performances of HD transgenic R6/2 mice [153] . Administration of THC has been reported to ameliorate motor disorders, striatal atrophy, and Htt aggregates in transgenic mice, although controversy exists [133, 154] . Activation of the CB1R inhibits glutamate release while increases BDNF release from presynaptic terminals in mice [131] . Further investigation in HD cell models revealed that CB1R activation can protect striatal cells against excitotoxicity through increased BDNF expression via PI3K/Akt pathway [133] . These observations support a critical and possibly beneficial role of the CB1R in neurodegenerative diseases.
The historical record of the anti-epileptic effects of the CB1R dates back centuries [1] . Case reports on the beneficial effects of cannabinoids on epileptic patients became available only after the identification of THC [155, 156] . However, studies also suggested increased seizure frequency after marijuana smoking [157] . This paradoxical effect of cannabinoids on epilepsy is not only seen in human studies but has also been reported in animal models [158, 159] . Activation of the CB1R by AEA has been shown to inhibit electroshock-induced seizures in rats [159] . Conversely, CB1R activation in FAAH knockout mice displays increased susceptibility to kainic acid-induced seizures [158] . The alteration of the endocannabinoid system following epilepsy is cell type-specific. This concept is supported by previous animal studies showing that CB1R retrograde signaling is selectively enhanced at inhibitory but not excitatory synapses, resulting a persistent potentiation of DSI but not DSE in febrile seizures, which leads to hyper-excitability of neurons, thus contributing to the exacerbation of seizures [160, 161] . Moreover, this CB1R-mediated enhanced suppression of inhibitory neurons is phase-dependent as well. Hippocampal tissues from epileptic patients in the acute phase of epilepsy display decreased CB1R density, especially in the dentate gyrus, whereas in patients in the chronic phase of epilepsy, an upregulation of CB1R has been observed [162] [163] [164] [165] .
Despite the low expression of CB1R in hypothalamus, cannabinoids are long known for their effects to stimulate appetite, prominently in a CB1R-dependent manner [166] . Endocannabinoids levels are increased in the rat hypothalamus during fasting and return to normal levels after food consumption [167] . The stimulation of appetite and feeding behavior is observed after direct injection of endocannabinoids and is abolished by the administration of CB1R antagonists [167] . Furthermore, activation of ventral striatal CB1Rs inhibit GABAergic neurons, resulting in a hypophagic but not an orexinergic effect [168] . A recent study has demonstrated that CB1R-induced feeding behavior is promoted by the activation of hypothalamic POMC neurons [81] . In addition to the hypothalamus, olfactory process have been proposed to be involved in the positive regulation of CB1R-mediated food intake [169] . Moreover, crosstalk between CB1Rs and the important hormones involved in appetite regulation, including ghrelin, leptin, and orexin, has been extensively reported [68, 166] . CB1Rs expressed in the GI tract also are involved in metabolic process and energy balance, as discussed in the previous section. These studies suggest that CB1R-mediated regulation of appetite involves at least two aspects: through the regulation of CNS region related to appetite, and through the modulation of metabolic hormones and digestive functions on site. Rimonabant, a CB1R antagonist, displayed remarkable anti-obesity effects, yet the accompanying psychiatric side effects lead to its withdrawal from the market [170] . An up-to-date review by Koch have summarized the recent progress on elucidating the role of CB1R in appetite control [171] .
The regulation of pain is one of the earliest medical applications of cannabinoids [1, 2] . Numerous studies have documented the analgesic effects of cannabinoids in different types of pain, including chemical, mechanical, and heat pain, as well as neuropathic, inflammatory, and cancer pain [172, 173] . The endocannabinoid system also is involved in the regulation of nociception [3] . A newly published review paper has discussed the preclinical and clinical studies on the role of endocannabinoids in the control of inflammatory and neuropathic pain in details [173] . In addition to the CB1R, there also is evidence supporting the involvement of the CB2R and TRPV1 in cannabinoid-mediated regulation of pain [174, 175] . Furthermore, the phytocannabinoids have drawn much attention nowadays in the field of antinociception and other neurological disorders. CBD, for instance, has been shown to modulate chronic pain in several studies [173] . The drug with brand name Sativex, containing equal amount of THC and CBD, is used to treat several kinds of multiple sclerosis associated symptoms including chronic pain [176] . Despite the fact that CBD has negligible affinity to the CB1R and CB2R, recent studies have suggested that it is an allosteric modulator and an indirect antagonist of CBRs, with the ability to potentiate the effect of THC [177] .
Cannabinoids used in cancer are best-known for their palliative effects, including reducing nausea and vomiting, alleviating cancer pain, and stimulating appetite [178, 179] . It has been argued that cannabinoids can exert anti-tumor effects directly through the inhibition of cell proliferation and induction of apoptosis, or indirectly through the inhibition of angiogenesis, invasion and metastasis [180] . Numerous studies using synthetic/endo-/phyto-cannabinoids and endocannabinoid system regulators in various cancer cell lines support this notion [181] . The antitumor effects of cannabinoids have also been observed in various animal tumor models [180] . In general, an enhanced endocannabinoid system is seen in tumor tissues [179, 182, 183] . However, the role of upregulated endocannabinoid system activity is still controversial as contrasting results have been reported supporting a proliferative as well as an anti-proliferative role of cannabinoids on cancer cells [180, 181] . Interestingly, a bimodal effect of cannabinoids on cancer cell growth has also been observed, with low concentrations being proliferative and high concentrations being pro-apoptotic [184] .
Future Directions of Cannabinoid-Based Drug Discovery
Most cannabinoid-base drugs available now in market are THC derivatives, indicated for anorexia and emesis associated with chemotherapy [185] . As a result of systematic activation of the CB1R, the accompanying side effects always include cardiovascular dysfunction, digestion failure, neurological disorders and potential for addiction [186] . The goal of cannabinoid-based drugs is to fully explore their promising therapeutic potentials without these adverse effects and the success of Sativex provides some insights. First, phytocannabinoids may block the undesired psychoactive effects of compounds targeting CB1R. Although the exact mechanism of how a 1:1 ration of CBD to THC enables Sativex to be well-tolerated by patients is not clear, the addition of CBD certainly contributes to the prevention of the associated side effects. Second, phytocannabinoids alone possess great potential as drug targets. Excluding THC, all phytocannabinoids identified so far are non-psychoactive, making them a safer choice and a great pool for drug screening. Encouraging results have been reported on their therapeutic potential in various diseases [15, 17] . Third, allosteric modulator designed to modify the effect of CB1R agonists/antagonists may be beneficial in minimizing the side effects. Research has progressed significantly towards this direction in the past few years, with several synthetic or natural compounds characterized as CB1R allosteric ligands [177, [187] [188] [189] . A detailed review on their pharmacological properties and therapeutic potentials is available [190] .
Alternative way to modulate the effect of CB1R is through heteromerization with other GPCRs [104, 191] . Chimerical compounds targeting GPCR heterodimers, including delta-opioid receptor/mu-opioid receptor and somatostatin receptor 5/dopamine receptor 2, have been successfully generated and used in clinical practice [192] [193] [194] . CB1R has been shown to heterodimerize with several GPCRs, with distinct pharmacological properties, emphasizing its significance in different pathological conditions [104, 191] . Efforts have been made to utilize these findings in drug discovery focusing on specific heterodimer complex, although recent findings on the structures of CB1R and other lipid-binding receptor suggest that the currently available bivalent ligands targeting CB1R homo-or heterodimers are unlikely to bind both protomers simultaneously [195, 196] . More information on CB1R structure and dimerization interface is needed for better design of bivalent and dualsteric ligands.
Besides CB1R, other elements in the endocannabinoid system have become targets of drug discovery as well. Inhibitors of enzymes that degrade endocannabinoids, such as FAAH inhibitors, work effectively as an alternative way of CB1R activation and endocannabinoid tone enhancement, although caution should be taken in the use of these drugs due to their potential off-target activities [197] . On the other hand, CB2R is also attracting more interest, especially on the peripheral sites, where studies have shown its beneficial effects in various pathological conditions [55] . Also, recent studies have discovered its presence and significance in the CNS, revealing another exciting therapeutic potential of CB2R [56] .
Conclusions
The initial discovery and subsequent intensive research of the endocannabinoid system in the last three decades have revealed probably the most well-known retrograde neurotransmission system. As the main mediator of psychoactive effect of THC, CB1R has gained tremendous interest over these years. Its widespread expression and versatile functions not only support its promising potential as a drug target for various diseases, but also make the undesired side effects almost inevitable. This obstacle leads researchers to pay more attention to the long-ignored CB2R and other endo-/phyto-cannabinoids. Moreover, as a neuromodulator, the crosstalk between endocannabinoid and other neurotransmitter systems, via either local neural circuits, or receptor heteromerization, or downstream signaling, has been emphasized. Fruitful studies have been generated, unraveling the complexity of the whole endocannabinoid system. It is critical to keep in mind that the study of the endocannabinoid system should be region-and condition-specific, along with the consideration of other neurotransmission systems.
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